b. HUVECs were transfected with control siRNA(siC) or siRNA targeted to JAM-C(siJ-C) cultured inTranswells and then assessed for permeability given as the FITC-dextran passaged (ng/ml) after 30 minutes. This is a representative of 3 experiments * p < 0.01 compared to control siRNA.
c. HUVECs were infected with JAM-C adenovirus then plated into LabTek slides for a further 24 hours. Cells were fixed and stained with anti-JAM-C antibody.
d. Cytosolic (C) and membrane (M) fractions of extracts from HUVECs (above) were probed for JAM-C. e. HUVECs that had been grown to confluence were either unstimulated (A), stimulated for 30 seconds (B) or 2 minutes (C) with 0.1U/ml thrombin and stained for JAM C localization. 
Figure II

Cell fractionation
HUVECs were infected with adenovirus and grown for 48 hours. Cells were washed with PBS and harvested by scraping into 1 ml of homogenization buffer. Cells were mechanically homogenized and centrifuged for 15 min at 1200 × g at 4 °C. The supernatant was further centrifuged for 1 hour at 125 000 × g at 4 °C. The resultant supernatant, containing the cytosolic components, was removed and the pellet, containing the membrane components, was resuspended in 0.5 ml of homogenization buffer supplemented with 0.5% Triton X100 and 100 mM NaCl. Proteins in 20 µl of each fraction were separated by SDS-PAGE, transferred to PVDF membranes and probed with the anti-JAM-C antibody
Attachment Assays
Adenovirus infected cells were detached with trypsin. Cells were plated into fibronectin, vitronectin, laminin or Matrigel-coated 96-well microtiter trays at 4 × 10 4
For attachment to antibody coated wells, 96-well microtiter trays were pre-coated with mouse IgG 50µg/ml for 18 hours at 4°C followed by a block with 1% BSA at 37°C for 30 minutes. The plates were washed once with PBS then coated with mouse anti-human integrin αvβ cells per well for 60 minutes and washed three times with serum-free medium. MTS (3-(4,5 dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl-2-(4-sulfophenyl)-2H-tetrazolium; Promega) assay was used to assess cell attachment. Absorbance at 490 nm was measured.
, mouse
anti-human integrin β 1 , mouse anti-human VE cadherin or mouse anti-human PECAM antibody (50µg/ml) 60 minutes at 37°C, washed again with PBS and blocked with 1% BSA at 37°C for another 30 minutes. The wells were then washed twice with PBS, and cells at 10 4 cells per well were added for 30 minutes and washed three times with serum-free medium. MTS assay was used to assess cell attachment.
Endothelial Permeability Assays
Adenovirus-infected HUVECs were plated onto Transwells (3µm, Corning Costar Corp, Cambridge, MA) 24 hours after the infection procedure and then cultured for 24 hours in complete medium and then in 2% FCS medium for a further 24 hours. siRNA transfected cells were plated onto Transwells 24 hours after transfection then incubated in complete medium for another 24 hours before the assay. FITC-conjugated dextran was added to the upper chamber of all wells. The amount of FITC-dextran in the lower chambers of the Transwells was determined using a LS 50B Luminescence Spectrometer (Perkin Elmer, Beaconsfield, Buckinghamshire, UK; excitation wavelength, 485 nm; emission wavelength 530 nm). Permeability is given as the amount of FITC-dextran passing from the upper chamber to the lower chamber.
Rap1 Activity assays
Cell lysates were incubated with agarose beads conjugated with Ral GDS-Rap-binding domain for 60 minutes at 4°C. The beads were washed three times in lysis buffer, resuspended in 2 × reducing SDS sample buffer and boiled. The samples were separated by SDS-PAGE and active Rap1 was detected by immunoblotting.) 
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